Application No. rO/823,203 
Amdt daied June 7, 2005 


054030-0056 


Reply to Office Action of March 1 1, 2005 . 

phenylmethylsulfonyl fluoride/ protease inhibitor cocktail (Sigma)), and centrifuged at 
12000 x g at 4°C for 15 minutes. Supernatants containing solvable proteins were stored at 
-80°C. Protein concentrations were determined using a BCA kit (Pierce, Rockford, IL). 
Western blotting analysis was performed as described (Lan et al., 1999) using either SDS 
1 5% PAGE or SDS 4-20% gradient PAGE (ISC BioExpress, Kaysville, UT). The protein 
blots were incubated with 1:1500 dilution of rabbit polyclonal anti-AeSCP-2 antibodies. 
The goat anti-rabbit horseradish peroxidase conjugated secondary antibody (Jackson 
ImmunoResearch laboratory, West Grove, PA) was used at 1 :3300 dilution. DAB 
solution (0.3 mg/ml and 0.03% hydrogen peroxide in PBS) was used to visualize the 
bound antibodies, which was developed within 5 minutes at room temperature. 
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